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DECLARATION OF! EMILIANO GHINELLI, M.D: UNDER §1.132 

VIA FACSIMILE 1 
Commissioner for Patents 
P.O. Box 1450 
Alexandria, VA 22313-1450 

i ' 
I ! 
Sir: . 

I, Emiliano Ghinelli declare: 

1. I am a Medical Ejoctor specialized in pphthalmology, holding 

at the present time J the position of Director of Ophthalmology 

Service in two Hospitals: (1) OSPEDALE CIVILE DI VOLTA MANTOVANA 

s.r.l. Via Tonello, 5 - Volta Mantovana (MN) , Italy; and (2) 

OSPEDALE S. PELLEGRINO DI CASTIGLIONE DELLE STIVIERE S.r.l. 

Via Garibaldi - Castiglione delle Stiviere (MN) , Italy. 
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2. I am the inventor of the invention described and claimed in 
the above -identified patent application. 

3 . I have read and understood the Final Office Action of the 
Examiner dated June 1, 2007, rejecting the currently pending 
claims 10-12 and 20-24 for obviousness over Kim et al . 
(KR2001098716A) , alone or in combination with Carlsson et al . (US 
6,117,857) . 

4. The invention described and claimed in the instant 
application is directed to a novel formulation for the therapeutic 
components of amniotic membrane, e.g., human amniotic membrane, a 
pharmaceutical composition that includes' a therapeutically 
effective amount of an amniotic membrane extract preparation 
(AMX) consisting essentially of a powdered form of a lyophilized 
amniotic membrane homogenate supernatant, which can be 
reconstituted in a pharmaceutically acceptable carrier and 
wherein the mammalian amniotic membrane was subjected to only 
one freezing step during preparation of the extract. 

5 . As it is based on an extract prepared from a homogenate 
supernatant, the novel amniotic membrane formulation of the 
invention has been rid of cellular and intracellular debris. 
Yet, as the mammalian amniotic membrane was subjected also to 
only one freezing step during preparation of my extract, all of 
the important therapeutic factors determined by others to be 
present in an amniotic membrane are also present in the 
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formulation of the invention. These factors can not only be 
detected but also quantified. Furthermore, as AMX is a 
homogeneous powder, the extract can be reconstituted in a 
pharmaceutical ly acceptable carrier at the concentration desired 
for a particular application, e.g., as in the original membrane 
or several times more concentrated than the original membrane to 
treat diseases not treatable by others using previously known 
amniotic membrane preparations. Thus, the amniotic membrane 
extract formulation according to my invention has the healing 
properties of amniotic membrane tissue, but at an enhanced 
level, and can be used as described in the 1 instant application 
without the need for costly surgery. 

6. In the Final Office Action, the Examiner has stated that 
currently pending, claims 10-12 and 20-24 are obvious over a newly 
cited Korean Patent Application to Kim et al. (KR2001098716A) , 
alone or in combination with Carlsson et al . (US 6,117,857). 

7. The Examiner characterizes Kim et al. as follows: 

Kim et al . . teach a pharmaceutical composition 
comprising human amniotic membrane extract made by the 
process steps of 1) f reeze-drying (lyophilized) and 
pulverizing (powdered) amniotic membrane and 2) 
homogenizing the powdered amniotic membrane, followed by 
centrifugation to obtain homogenate Efupernatant (see 
p,3, paragraph 4 of translated version)/ Reconstitution 
step of the claimed invention would be inherently 
carried out in Kim et al ' s method step because the 
powdered amniotic membrane has to be reconstituted in a 
solution for homogenization and centrifugation. 
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8 . In my opinion as one of skill in the use of amniotic membrane 
preparations, the products described in Kim et al. are not at all 
like the products claimed in my application. I believe that the 
Examiner has misunderstood the process taught in the Kim et al. 
application and, therefore, has not appreciated the majot 
differences between the Kim et al. products and those of my 
invention. 

9. Further to my statements in my earlier Declaration, where I 
pointed out that my : novel formulation is w a pharmaceutical 
composition that includes a therapeutically effective amount of 
an amniotic membrane extract preparation (AMX) consisting 
essentially of a powdered form of a lyophilized amniotic 
membrane homogenate supernatant reconstituted in a 
pharmaceutical^ acceptable carrier," I would now like to point 
out that my method of: preparing my extract preparation includes 
only one freezing step. I will next explain the importance of 
this statement . 

10. The mammalian amniotic membrane (amnion) is well-known for 
showing powerful and interesting healing ; properties and for 
containing a long list of therapeutically important factors. 
Processing the amnion for therapeutic use so .that the critical 
healing factors are preserved has been problematic. I have 
determined, however, that an active and stable amniotic membrane 
extract can be prepared if the tissue is processed quickly and 
with care and is subjected to only one freezing step. 



i 

PAGE 21/31 * RCVD AT 9/4/2007 0:54:24 PM [Eastern Daylight Time] * SVR:USPTO-EFXRF-5/13 * DNIS:2738300 * CSID:6176950892 * DURATION (mm-ss):08-14 



09/04/2007 18:58 FAX 6176950892 



WSGL 



@]022 



i 

i 

Application No. 10/665,188 
. Filed: September 17, 2003 
j TC Art Unit: 1651 
Confirmation No. : 5560 

Mammalian tissue isolated from the mammalian body 
immediately starts a process of autolysis as cell degradation 
begins and proteolytic enzymes are released. The longer the 
time taken for the preparative procedure, j the longer is the 
exposure to the autolysis process. In addition, many thermal 
jumps or changes in temperature, either cooling or warming 
jumps, accelerate these destructive processes. I am well-aware 
of these issues and so developed my preparative procedure 
accordingly. 

Referring now to ^Example I of my application, pp. 11-12, it 
can be seen therein that from the time of removal of the 
amniotic membrane frdm the pregnant woman: who has just been 
delivered of her baby, through the i homogenization and 
centrifugation steps, all procedures in my extraction process 
are carried out at approx. 4 °C (i.e., there is no freezing 
step) . It is not until my homogenate supernatant is collected 
and divided into aliquots that it is quickly frozen (the only 
freezing step) and then kept in the frozen state until the 
extract material is *lyophilized, " which means that the extract 
is maintained in its frozen state (in a small aliquot or in a 
frozen shell on the inside of a lyophilization bottle) while 
being evaporated to dryness under vacuum, j The product of this 
process is a "powder" (see p. 12, line 14) j which .can be stored 
essentially indefinitely before being reconstituted for a 
specific use . | ' 

I emphasize that there is only one freezing step in this 
procedure and that my preparation is . never thawed after that 
freezing step until the extract powder is produced. My 
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preparation procedure protects important factors in the amnion 
in sufficient amount that their concentrations can be 
quantified. 

11. The process of Kim et al., as indicated at the place 
analyzed by the Examiner (p. 3, paragraph 4 of the translated 
version), is very different. After isolation and washing, the 
Kim et al. amnion was placed in a stock solution, frozen (for 
the first freezing step) and "dried." This could not mean 
"dried" as in "freed: from liquid," however, as in the next 
series of steps, the frozen amnion is "pulverized" using a 
mortar (and, presumably, a pestle) , an activity that will 
substantially raise the temperature of the amnion - by the way; 
"homogenized"; and then "centrif uged" (for a very long time at a 
low speed) with the "supernatant" being isolated, which means 
liquid was present, even if frozen, when the amnion material was 
"pulverized," The collection of a supernatant means that the 
material being processed znust be liquid at this point, and this 
liquid is the original "stock solution." The Examiner is in 
error when he states that this could be considered a 
"reconstitution step.". 

The last lines of this paragraph indicate that the isolated 
and filtered Kim et al . supernatant is the material used for 
treatment without further "reconstitution." It is indicated 
earlier in the application (at p. 2, third paragraph from the 
bottom, last sentence of the translated version) that the 
filtered amniotic extract also can be "dried, " which probably 
means freeze -dried, and pulverized. This would be the second 
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freezing step in the Kim et al. process, and, thus, if carried 
out, would expose the Kim et al- extract to an extra period of 
self-destruction time . (autolysis) compared to my preparative 
method in order to reach a "powdered" form. 

12. The Kim et al. product has not been analyzed for specific 
protein content. Referring to the top of p. 2 in the translated 
version, the list of drawings recites no protein analysis steps. 
Proteins that might be present in the Kim et al. extract are 
discussed in the 2 nd paragraph on p. 3 of the translation. 
However, this discussion relates to the amnion before the Kim et 
al. processing steps and is only theoretical in regard to the 
extract itself. It is my belief that, given the Kim et al . 
processing steps, it is highly unlikely that specific proteins 
could be quantified in this "extract" in a repeatable manner. 

In contrast, as mentioned above, I have been able to 
quantify the concentration of a number of specific factors in my 
reconstituted extract; I have attached hereto the results of 
assays recently carried out on samples of my amniotic membrane 
extract (AMX) prepared as described in the instant application. 
Western blot analysis revealed proteins having an apparent MW 
consistent with the presence of f ibronectin, ; NGF, BDNF and NT-3. 
ELISA tests specifically detected NGF levels at 8.4 pg/mL, TGF-a 
levels at 15.4 pg/mt, NT-3 levels at 25.05 pg/mL and IL-lra 
levels at 851.11 pg/mL. 

13. Therefore, given that, as I have shown, I have produced a 
product in which the important therapeutic factors of the amnion 
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not only are still present but also can be quantified and, thus, 
administered to a patient in an amount ; appropriate for a 
specific therapy and given that Kim et al. have shown no ability 
to quantify any therapeutic factors that might remain in their 
product, it is my opinion as one of skill ;Ln the art that the 
^extract" disclosed iri Kim et al. is completely different from 
my amniotic membrane extract (AMX) , and that the teachings of 
Kim et al., either 1 alone or in combination with other 
references, cannot make obvious my invention as claimed in the 
instant application. 

I hereby declare that all statements made herein on personal 
knowledge are true and that all statements made on information and 
belief are believed to; be true; and further that these statements 
were made with the knowledge that willful false statements and the 
like so made are punishable by fine or imprisonment, or both, 
under Section 1001 of Title 18 of the United States Code, and that 
such willful false statements may jeopardize the validity of the 
application or any patent issuing thereon. 

Signed this day of 2007. 



Emiliano Ghinelli 

: | 

HCH/ 
356293 .1 
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